A rapid, high yield mini-prep method for isolation of total genomic DNA from fungi.
Abstract
Fungal genetic studies require a rapid method of isolating DNA from a large number of samples for restriction enzyme analysis.
Creative Commons License
This work is licensed under a Creative Commons Attribution-Share Alike 4.0 License. The following method facilitates rapid isolation of large quantities of easily digested total, genomic DNA from several species of Phytophthora, including P. cinnamomi, and several species of Boletus, Chroogomphus vinicolor, Gomphidius glutinosus, Leccinum manzanitae, Magnaporthe grisea, Neurospora crassa, N. tetrasperma, Omphalotus olivascens, and Talaromyces flavus. isolation of DNA from two Yield was increased to 200 ug DNA/0.1 g lyophilized mycelium and to three times as many samples can be achieved using this rapid method (current record is 64 isolates in one day versus 24 using previous methods). DNA has been successfully cut with all restriction enzymes tried to date. 1. Fill a 1.5 ml eppendorf microcentrifuge tube 2/3 to the joint with ground lyophilized mycelium (60-100 mg dry, or 0.5-1.0 g wet, ground in liquid nitrogen).
2. Add 750 ul of lysis buffer, stir with a dissecting needle and/or vortex so the mixture is homogenous.
Incubate at 65°C, 1 hr.
3. Add 700 ul of chloroform:phenol; 1:1 and vortex briefly. Microcentrifuge at 12,000 x g for 10 minutes or until the aqueous (top) phase is clear.
4.
Remove 600-650 ul aqueous phase to a new tube --be careful not to take any cellular debris from the interface. Don't get greedy! 5. Add 700 ul of SEVAG, vortex briefly.
Be careful, as the caps are loosened by chloroform.
Microcentrifuge as above for 5 minutes.
6. Remove the aqueous phase to a new tube (approx. 550-600 ul). Add 20 ul of 3 M NaOAc.
Top off the eppendorf tube with isopropanol. Invert gently several times. You should see DNA "ropes" precipitate.
7. Microcentrifuge as above for 30 seconds to pellet the DNA. Pour off the supernatant. Invert the tubes for 1 minute to drain.
8. Add 300 ul TE and place in a heat block at 65° C for 10-15 minutes.
Finger vortex to resuspend the pellets.
